************* STN columbus *'************** 
FILE ' HOME 1 ENTERED AT 14:28:14 ON 13 AUG 2003 
-> file medline caplus biosis embase 

COST IN U.S. DOLLARS SINCE FILE TOTAL 

ENTRY SESSION 

FULL ESTIMATED COST 0.21 0.21 

FILE 1 MEDLINE ' ENTERED AT 14:28:34 ON 13 AUG 2003 

FILE 'CAPLUS' ENTERED AT 14:28:34 ON 13 AUG 2003 

USE IS SUBJECT TO THE TERMS OF YOUR STN CUSTOMER AGREEMENT. 

PLEASE SEE "HELP USAGETERMS" FOR DETAILS. 

COPYRIGHT (C) 2003 AMERICAN CHEMICAL SOCIETY (ACS) 

FILE 'BIOSIS' ENTERED AT 14:28:34 ON 13 AUG 2003 
COPYRIGHT (C) 2003 BIOLOGICAL ABSTRACTS INC. (R) 

FILE 'EMBASE' ENTERED AT 14:28:34 ON 13 AUG 2003 

COPYRIGHT (C) 2003 Elsevier Science B.V. All rights reserved. 

=> s amplif####### RNA or synthes##### RNA 

LI 5546 AMPLIF####### RNA OR SYNTHES##### RNA 

=> s 11 and ( (sequential (10a) add#####) or (serial (10a) add#####) ) 

L2 0 LI AND ( (SEQUENTIAL (10A) ADD#####) OR (SERIAL ( 1 OA) ADD#####) ) 

=> s 11 and step wise 

L3 1 LI AND STEP WISE 

=> s 13 and (different bufferft or different reagentft) 

L4 0 L3 AND (DIFFERENT BUFFER# OR DIFFERENT REAGENT#) 

=> d 13 bib ab kwic 

L3 ANSWER 1 OF 1 BIOSIS COPYRIGHT 2003 BIOLOGICAL ABSTRACTS INC. on STN 
AN 1988 : 418278 BIOSIS 
DN BA86:80890 

TI CHANGES IN ACTIVATION MARKERS AND CELL MEMBRANE RECEPTORS ON HUMAN 

PERIPHERAL BLOOD T LYMPHOCYTES DURING CELL CYCLE PROGRESSION AFTER PHA 
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AB Phytohaemagglutinin (PHA) -stimulated peripheral blood lymphocytes were 
examined sequentially for changes in volume, the appearance of cell 
membrane receptors and nucleic acid synthesis. The kinetics of appearance 
of activation antigens were compared with the progress of the cell through 
the separate events of volume growth and nucleic acid syntheses, to 
determine points at which regulation of receptors may control further 
progress through the cell cycle. In all samples tested there was a 
consistent pattern of response in the proportion of cells progressing 
through the cell cycle. Most of the T cells increased in size (mean 82% at 
24 hr) , fewer cells entered the Gla/Glb phase with the onset of RNA 
synthesis (mean 68% at 48 hr) and even fewer entered DNA synthesis (mean 
42% at 72 hr) . The time-course of appearance and the number of cells 
expressing IL-2 receptors were almost identical with that of cells 
responding by RNA synthesis. A similar correlation was observed between 
expression of the transferrin receptor and DNA synthesis. Addition of 



anti-Tac antibody temporarily suppressed the onset of RNA synthesis and 
antibodies to the transferrin receptor suppressed DNA synthesis. These 
linkages are further evidence that IL-2 and transferrin are the specific 
signals for cellular RNA and DNA synthesis. With optimal concentrations of 
PHA, addition of IL-2 did not increase the proportion of cells bearing 
activation antigens or undergoing nucleic acid synthesis. Suboptimal 
concentrations of PHA produced a small reduction in the number of cells 
expressing the IL-2 receptor, but a much greater reduction in the rate of 
entry into RNA synthesis. There was a consistent increase in all 
activation parameters tested with the addition of IL-2, but the proportion 
of cells expressing the transferrin receptor and entering DNA synthesis 
was consistently lower than that of cells that expressed the IL-2 receptor 
or entered RNA synthesis. This suggests that regulation of the IL-2 
receptor is not responsible for the reduction in the number of cells that 
proceed to proliferation. The CD 2 antigen (Till) showed increasing 
expression in a step-wise fashion after activation, 
the increases coinciding with the onset of RNA and DNA syntheses. 

AB. . . the reduction in the number of cells that proceed to proliferation. 
The CD 2 antigen (Till) showed increasing expression in a step- 
wise fashion after activation, the increases coinciding with the 
onset of RNA and DNA syntheses . 
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Detailed Description Text (163) : 

The CTLL assay for IL-2 (T-cell Growth Factor, or TCGF) can be used to quantitate the 
amount of IL-2 present in samples taken from cells incubated with putative 
anti- inflammatory agents (see, e.g., Gills, S., et al . , J. Immunol. 120:2027 (1978)). 
Murine (C57BL/6) tumor-specific cytotoxic T lymphocytes (CTLL 1 and CTLL 2, described 
by Gills, et al . , Nature, 268:154 (1977) and J. Exp. Med. 146:168 (1977)) are 
maintained in a IL-2 -dependent long-term proliferative culture. The cells are washed 
free of growth medium using standard techniques and resuspended in Click's medium 
(Altich Assoc., Hudson, Wash.) supplemented with 2% FCS, 50 units/mL penicillin, 50 
.mu.g/mL gentamicin, 16 .mu.g/mL NaHCO.sub.3 and 25 .mu.M/mL HEPES and placed in 
microtiter wells. The supernatant to be assayed is then added to the cells in serial 
dilutions. The plates are incubated at 37. degree. C . in a humidified atmosphere of 5% 
CO. sub. 2 in air. Following 24 hours of culture, 0.5 .mu.Ci of .sup. 3 H- thymidine 
(Schwartz/Mann Inc., Orangeburg, N.J.) having a specific activity of 1.9 .mu.Ci/mM is 
added to each well and the culture continued for another 4 hours. The cultures are 
harvested onto glass fiber filter strips and the . sup . 3 H-thymidine incorporation is 
determined using known techniques (Oppenhiem, et al . , MANUAL OF CLINCAL IMMUNOLOGY, 
American Society for Microbiology, Washington, D.C., Rose, Ed. (1976), which is 
incorporated herein by reference) . 

Detailed Description Text (183) : 

In order to perform PCR amplification of RNA, it must first be transcribed into cDNA 
using a reverse transcriptase enzyme. Many different protocols exists for this 
reaction, but one that is used commonly is as follows. A solution is heated to 
65. degree. C. for 5 minutes to eliminate any secondary structure of the RNA and then 
immediately frozen by placing on dry ice or by putting in a -70. degree. C. freezer. A 
mixture is then added to the RNA such that the final concentration of reagents is 2 0 
U/.mu.l Moloney murine leukemia virus reverse transcriptase (such as that available 
from GIBCOIBRL) , IX buffer (which is supplied with the enzyme by the manufacturer) , 
1.3 U/.mu.l RNase inhibitor, 50 .mu.g/mL oligo dT, 0.1 mg/mL acetylated bovine serum 
albumin, 0.5 mM dNTP (a mixture of dATP, dCTP, dGTP, and dTTP each at a concentration 
of 0.5 mM) , and 10 mM dithiothreitol . The reaction mixture is incubated at 42. degree. 
C. for 1 hour and subsequently at 95. degree. C. for 5 minutes to inactivate the 
enzymes. This reaction results in the generation of cDNA species for only the mRNA 
fraction of the total RNA due to the use of an oligo dT primer, which binds to the 
poly A tail of eukaryotic mRNA. Other species of RNA as well as mRNA can be 
transcribed into cDNA by using random hexamer oligodeoxyribonucleotide primers. 
Polymerizing agents suitable for synthesizing a complementary, copy-DNA (cDNA) 
sequence from the RNA template are reverse transcriptase (RT) , such as avian 
myeloblastosis virus RT, Moloney murine leukemia virus RT, or Thermus thernophilus 
(Tth) DNA polymerase, a thermostable DNA polymerase with reverse transcriptase 
activity marketed by Perkin Elmer Cetus, Inc. Typically, the RNA template is heat 
degraded during the first denaturation step after the initial reverse transcription 
step leaving only DNA template. 

Detailed Description Text (188) : 

The PCR method can be performed in a step-wise fashion, where after each step new 
reagents are added, or in a fashion where all of the reagents are added 
simultaneously, or in a partial step-wise fashion, where fresh or different reagents 
are added after a given number of steps. For example, if strand separation is induced 
by heat, and the polymerase is heat-sensitive, then the polymerase must be replenished 
following each round of strand separation. However, if, for example, a helicase is 
used for denaturation, or if a thermostable polymerase is used for extension, then all 
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of the ^reagents may be added initially, or, alternatively, if molar ratios of reagents 
are of consequence to the reaction, the reagents may be replenished periodically as 
they are depleted by the synthetic reaction. 
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